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x 1 Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 



This international search report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 
| | Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority, namely: 



IXI Claims Nos.: 1-3 

because they relate to parts of the international application that do not comply with the prescribed requirements to such an 
extent that no meaningful international search can be carried out, specifically: 
Since the term "derivatives" is not clearly defined, it is unknown which compounds 
other than those particularly cited in the description fall within the category of 
the derivatives. Regarding "derivatives", therefore, the International Search has been 
practiced exclusively on those particularly cited in the description. 

I | Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 



This International Searching Authority found multiple inventions in this international application, as follows: 



1 □ As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 
claims. 

2. Q As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 

of any additional fee. 

3. CD As only some of the required additional search fees were timely paid by the applicant, this international search report covers 

only those claims for which fees were paid, specifically claims Nos.: 



4. □ No required additional search fees were timely paid by the applicant. ConsequenUy, this international 
search report is restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark n Protest Q The additional search fees were accompanied by the applicant's protest 
| | No protest accompanied the payment of additional search fees. 
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1 . This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
and is transmitted to the applicant according to Article 36. 


2. This REPORT consists of a total of © sheets, including this cover sheet. 
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This report is also accompanied by ANNEXES, i.e., sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and/or sheets containing rectifications made before this Authority (see 
Rule 70.16 and Section 607 of the Administrative Instructions under the PCT). 

These annexes consist of a total of sheets. 


3. This report contains indications relating to the following items: 


I 




Basis of the report 


II 
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Priority 


III 


IEI 


Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 


IV 


□ 


Lack of unity of invention 


V 




Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 


VI 


IEI 


Certain documents cited 


VII 
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Certain defects in the international application 


VIII 


IEI 


Certain observations on the international application 
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Date of completion of this report 

15 February 2001 (15.02.2001) 


Name and mailing address of the IPEA/JP 
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International application No. 

INTERNATIONAL PRELIMINARY EXAMINATION REPORT I PCT/JP00/00787 



I. Basis of the report 



1. With regard to the elements of the international application:* 
[^<J the international application as originally filed 

| | the description: 

pages , as originally filed 

pages , filed with the demand 

pages , filed with the letter of 

1 1 the claims: 

pages , as originally filed 

pages , as amended (together with any statement under Article 19 

pages , filed with the demand 
P a g es , filed with the letter of 

| [ the drawings: 

pages . , as originally filed 

pages , filed with the demand 

pages , filed with the letter of 

1 | the sequence listing part of the description: 

pages , as originally filed 

P a g es , filed with the demand 

Pages f filed with the letter of 

2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language which is: 

I I the language of a translation furnished for the purposes of international search (under Rule 23.1(b)). 
1 I the language of publication of the international application (under Rule 48.3(b)). 

I I the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examination was carried out on the basis of the sequence listing: 

I I contained in the international application in written form. 

I I filed together with the international application in computer readable form. 

I I furnished subsequently to this Authority in written form. 

furnished subsequently to this Authority in computer readable form. 

I I The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

I I The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 

The amendments have resulted in the cancellation of: 

□ 

the description, pages 

the claims, Nos. 

I I the drawings, sheets/fig 



^ I I This report has been established as if (some of) the amendments had not been made, since they have been considered to go 
' — ' beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70. J 6 
and 70.17), 

** Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this report. 
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III. Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 



1. The questions whether the claimed invention appears to be novel, to involve an inventive step (to be non obvious), or to be 
industrially applicable have not been examined in respect of: 



I I the entire international application. 



claims Nos. 



1-3 See supp.sheet 



because: 



□ 



the said international application, or the said claims Nos. 

relate to the following subject matter which does not require an international preliminary examination (specify): 



the description, claims or drawings (indicate particular elements below) or said claims Nos. 1-3 

are so unclear that no meaningful opinion could be formed (specify) '. 

See supplemental sheet for continuation of Box III. 1. 



the claims, or said claims Nos. 



□ by the description that no meaningful opinion could be formed. 

no international search report has been established for said claims Nos. . 



. are so inadequately supported 



-3 See supp.sheet 



2. A meaningful international preliminary examination cannot be carried out due to the failure of the nucleotide and/or amino acid 
sequence listing to comply with the standard provided for in Annex C of the Administrative Instructions: 



| | the written form has not been furnished or does not comply with the standard. 

| | the computer readable form has not been furnished or does not comply with the standard. 
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Continuation of: III* 



1. 



Claims: parts of 1-3 

There is no clear definition of *a derivative"; 
therefore, the applicable derivatives are unclear, except 
for the specific examples presented in the description. 

It is, therefore, impossible to carry out an 
international preliminary examination on * derivatives" 
other than the specific examples given in the 
description . 

Claims: parts of 1-3 
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V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 



Statement 
Novelty (N) 

Inventive step (IS) 
Industrial applicability (IA) 



Claims 
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Document 1 discloses carcinostatic agents containing 
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increase in production of a growth factor or require 
increased production of interleukin-12 ; therefore, Claims 

1 and 3 are not novel and do not involve an inventive 
step . 

Documents 1-4 do not disclose or suggest application 
for increasing the production of growth factors or 
increasing production of interleukin-12; therefore, Claim 

2 is novel and involves an inventive step. 
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VIII Certain observ ations on the international application 



The following observations on the clarity of the claims, description, and drawings or on the question whether the claims aie fullv 
supported by the description, are made: 

There is no clear definition of *a derivative"; 
therefore, the applicable derivatives are unclear, except 
for the specific examples presented in the description. 

(Note that the international search report applies 
only to the derivatives given as specific examples in the 
description. ) 
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(57) Abstract 

Remedies or preventives for diseases with a need for the reinforcement of the production of growth factor and/or diseases with a need 
for the reinforcement of the production of interleukin-12, characterized by containing as the active ingredient a compound selected from 
among 4,5-dihydroxy-2-cyclopenten-l-one represented by formula (I), 4-hydroxy-2-cyclopenten-l-one and derivatives thereof. 
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i^y^i, 2, 3, faKftBLtismm^s =^0^7^, bdnf, nt 

-3 N NT- 4, NT- 5, NT- 6, NT- 7, 

SMWJISia^ % v K^7-^>> 7°^<<3r ho7>f >\ Ephrin, Angi 
o p o i e t i n % T^t*^ fl»fc«5EE^ -f V 

NG F «W^«CO^#^mtg^*i^Lfc «J % NGF(DM«fot#i 

tV ^M^ffc, 4 HC P&1>*4 HC Psg^^biltR^tvS jL^^rW^J^i: 

2SM»]»^H5„ St»#Jf«;frgft:^*fl 

-<y^-7ioyv (iFN-y) ttT» (Thi) <7)T«uir^— (T 
CR) (A PC) ^£9Mfc£nfc££^££2x3^ ^©rs. 
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£ibt£APC;^<b0£$*L5-r — p^>— 1 2 (IL-12) Ciotl 
^^^$n-5 0 I L-l 2m£.&i%%tFZ>Z.klz£ v ) . IFN 7 »1 

Sf^ i/fu^is^-y^, n^v^y ^M'Mtfc, 4HCP^4HCPi 
ts^zs h—* z>ikG-W)X*foz> d n a &tia&tnmirz> - ti-io x&bn 

xm'&1rZ>ni£$:W{R-fZ> zbtfXZ Z> 0 ^(D^ev s ^m^X(Dm'B^b(DJmim.n 

#&<Z>f¥£KlJ:5£;i5tf5*tV^#^£iVCl^£o tf ^ 5 1 1 2 (Ctt 

*1/TV>5 (Folia Pharmacol. Japon. 74:721-734 (1978)) 0 

$>z tix&b-r. zb^^xv^mmmm^. hgf^ngf 
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HC H C Pflift:d»t)llR$ii5^^«5«:lrS«i^i: U iHSr^o 

sfcjeau la^h $ra^k wsl »jr#j^£:*d*.t* 0&*<k 
mfazfrzik&to&%w&k\^x<nm&miimfa. yv^m^mm, 
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g/kgm -h-h^Ay^mn, S*<7)*#l-J:o-Cf»t50T% JtfBft 
WJW^DXyryy, ^^n-O^y^^fls, 4HCP^4HCP 

N G F 3£#J , h - I G F m^if 3^J#^^'J^ $ *K H G F jg£H&3a, N G 

Fm^tggsu h - 1 g Fm^.mm^-r^m.^mmxi-ii'mmt it^fflt 

^X/ 4HCP^4HC P^te&>io3ft£;h,5fl:^4k&^'t"ft 

*^ohg Fm&m&m&HG Fmfc*v>$K?f&mm-tz>£? izftm-tz 

(DXhHlZ. 7fc&m<DHGFm&.i%&ffll^ HGFtfi^mRNA©!^ 
(DXt- vT'&fem LTHG F <©0£&JS3ft^Sf1MB^fcS4feK&^W£-fr5 - £ 

St§SI3&*5:$8^$-£5«&K£ tttt, HG F3fite^©mRNA<©ffliRJWI$0>;* 
^y^*iliiUTHGF<^S^^l#3fti"Sf^fflW*>5«5K'T?*>tttfJ;< , #(-RB 
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^ro^n^yry^ 4HCPSI/4HCP 

? v<>"r y is^m, i/w^^Ty^mmfc^yo. 4hcp^mi/4 

|^X.lSPS4©I^, ^n^T/y, GM. 4HCP, ^nt°t-^ 
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i/^P^yfyy, i/^3r+y J 4 )V*/>7 xi^sy- J is— 2 — ^^r^. J ^ JVi/ 
4 — t la^v^-/ >-cn— fvK 4, 5 — i/— t — n 

5 O Omg/k g T'v>)7|l«4Ltt5Etilj:I^bMV\ 

10 f5o 

##Ml 

( 1 ) 1 0 g <DT>-tf;V>7 n Vife G 5 2 6 9) SrlUy^ 
CDTKf-^f U 12 1 4 B#P»fi Lf-f&&) lOmll^ 5 *-?«JET»Si L 

15 fc 0 rW:Si^ : : 7K= 3:2: 2t&&t&(D±m 40ml ^rAP^T^ 

Jiffl»tt}f££#7^o-e h^77^-ffl->y*y/PBW-3 0 0 S P (2 
X 2 8 c m, ^drv^y i^Tit^M) \Z.T-?U U g^^/l' : : 7K = 

3:2: 2 (D±.M^W0. t LT = y If— 0 . 2 kg/ cm 2 icAPEEL x 

20 fe^5m 1 WSfEag-r^SiSrfTofco i jfj^ys 19 1 0 m 1 \z.t£ Z> X 0 \^ 7 ? 3 

~;ftb^M^^T^T^Lfcf£4 0 m 1 ro^nn*;UAT««tlU tttH 
^ilETIIitS'ii-ioTl 0 OmgC^n^ry^lfco 
25 r^M^^VW^V^^S^A (^*@i£*±M) SrfflV^NitBHPLC-C 

U 2 1 5 n mO^gMftlR-CtfctfJ Lfc £ £ 5, M^f* 9 8 %T?fcofc 0 

(2) ^D^y7yy3 0mg, ^w?yey^ (dmap) i 
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P0513) 8 6mg£r5. 9 m 1 <D*J# n o * ^ ^{d^fi? U 7K?nT 1 R£ISJR 
J&£^fc 0 r<Z>RJEiR&* ooajx/uA : ^ ^;-^= 2 0 0:1 £:JgB6&&£ L 
fe^y^^StJi^ct-e h^7-f— ^ioTJSWL, Rf=0. 5~0. 6(D 

'H-NMR 

67. 45 (1 H, dd, J 2-3= 6. 27Hz, J 3-4= 2 . 15Hz, H- 
10 3) , 6. 4 2 (1H, dd, J 2-3= 6 . 2 7Hz, J 3-4= 1 . 4 9 H z , H 

-2) , 5. 9 1 (1H, m, H-4) , 5. 16 ( 1 H, d, J 4-5= 2. 9 
7Hz, H-5) , 2. 46 (2H, dd, J = 15. 01, 7. 59Hz) , 
2. 42 (2H, dd, J = 15. 01, 7. 59Hz) , 1. 18 (6H, d 
d, J = 7. 5 9, 7. 5 9H z) 

15 

(3) \/9 xi^ls-f-; 1 MtK^^I 0 0 n 1 t 2 0 OmM^;U?fty 
: =7^ "T* V tfcflR^B : 17 0-10) ( p H 3 . 0 ) 500 

ji I 6 0 o CT'5^«$^Co CKORJSifcSrO. 5 /z m ^ 

20 fc 0 

^J7^:TSKge 1 ODS — 80Ts (5/zm) % 2 0 mm X 2 5 c m 

^Sb+B : A 0. 1 % h V -7 nVJrv^m. (TF A) TkiM 

B 0. 1 %T F A/5 0%Tir HJ A'Tk^flfc 
25 ftc& : 7 . 5ml 

: l 0 5>lffl^SbffiA-»5 5 #/Wt#tM8 Afab A : B=l : 1 
-+1 5#jWO|£IMBA : B=l : l^ib^tbfBB 
^ttl : 2 2 0 n mfc**** 5«»3fr& 

±IES^2 0 0/i l^HPLCWt, 7 £\ 3 6. 1 ft<D 
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r^^H^icoffiit^wLfco wm^Ri (nmr) h/K 
h/^ (ms) ^ay^ufco ^^^art-^to 

'H- NMR 

8 2. 0 9 (2H, m, 5' -H) , 2. 28 ( 1 H, dd, J = 13. 0, 
20. 0Hz, 5-H) , 2. 44 ( 2 H, m, 4' -H) , 2. 78 ( 1 H, 
dd, J=8. 5, 14. 0, 1' -H) , 2. 8 5X(i2. 89 ( 1 H, dd, 
J=3. 0, 6. OHz, 5-H) , 2. 9 2Xii2. 95 (lH, dd, J = 
1. 0, 5. 5Hz, 1' -H) , 3. 86 (2H, S, 9' -H) , 3. 95 
(2H, m, 4-H, 6' -H) , 4. 46 (1H, m, 2' — H) , 6. 47 
XW: 6. 49 (1H, d, J = 3. OHz, 3 -H) 

*W±0. IN DC 1 fi7KI«f^fl?U HOD^->7 hife* 4 . 6 5 
p p m t L/i 0 

13 C-NMR 

826. 3 (5' -C), 31. 7 (4' -C) , 3 1. 9Xtt3 2. 1 
(1' -C) , 39. 3 (4-C) , 41. 9 (9* -C) , 42. 2XJ£42. 
3 (5-C) , 53. 3 (6' -C) , 54. 1 (2' -C) , 133. 5 (3 
-C), 154. 4 (2-C) , 17 3ttifi (3' -C, 7' -C, 8' -C, 
1 0 ' -C) , 2 0 5. 8 (1 -C) 

0. IN DC 1 mkffi&\Z.&ML, i/tt^^it^? Mtt&6 7 
. 4 p p m t UTS Lfco 

fcib\ 'H-NMR, ,3 C-NMRWt°- ? tf>«*JRtf>#-Jt-ttTSE5t (X I X) <D 

£*5 9 



WO 00/48586 



PCT/JP00/00787 



24 



6' 



5' 



H 9 N — CH — CH 



4' 

2 CH 2 - 



OOH 



3' 

-c- 

A 



2' 



8' 



9' 



-N H— C H— C— N H— C H 2 - 
A OH 

2j 



10' 

■COOH 



I'CH. 




O 



l 

5 



(X I X) 



FAB-MS 

5 m/z 4 0 4 (M + H) +, 4 2 6 (M+Na) + 

UV ^max 2 5 1 nm (7k) 

IR vKBrmax cm" 1 2 94 9, 1710, 1660, 1539, 140 
4 , 12 0 3 
10 MtS#t&^«£oTfTo/c 0 

EL±<D&5ki>*tb* ftlftttGM, f4^2-t Kn*'>-4-Wfty 
- S — f 2 — is? a^V^>-— 1 — (2-hydroxy-4-glutathion-S-yl-2- 
cyclopenten-l-one) "Cfcofc 0 

15 (4)5 W/ V % D N A • N a (tfcit^tfc— ^- r= ®0 pHtt6. 5 

-efeofd 0 iixdtHC 1 ^Bx.T, pH&5. SMf^g, t—hzfvyflZ. 
T, 50, 60, 70, 80, 90, 100, 1 1 OSVl 2 0°CT"3 MPi 
bfc 0 

JO»3S^Ji?f4'<7)4HCP<7)^£, ^S^n-v *fe-?«L 
20 fe 0 

il^B^h/77^-ffli/y*Wl^-h (MERCKfii) 
Id, ±Mn\m^mm<D±.m^OJ 2 , 4, 6, 8, 10Syi2mM©4HCP* 
1 n 1 To^tKs/ hU 7 n osfc/W* : — ^=4 : 1 Wjfi^"C 
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Photo / A nalyst Archiver (Fotodyne inc. ) 
"C#6 9 1— DBasic (Advanced American Biot 

echnology software) -Cliffs' KW^^^^fift'fb LT, 4 H 

5 cp <D&mmx 9 #stfsf<^»apsr*«)feo 

^m^m i i-^-To i 4 hc p^i^M^^-risi 

"C*>9, ^$ft«4HCP^^ft (mM) , ^fftteAn^&K (°C) Sr^-To EH-^ 
fJ;9(:4HCP <D£j$LRte. Jllfil^l < & S ^-otLTitJp b/c c 

10 (5) 5W/V% DNA • Na (^li^fPl) TMMlCfirHC 1 £;*JR 

it, pH^5. 5tdffML 7f—V?l'—tf\Z.X, 12 0°C-CCK 1, 3, 5 

apf»*o ! aaEo±fiif4'o 4 h c p ©m^, #%#J i - ( 4 ) ^fB«^^-fe-eaij 
»i4HcpM (mM) , ^$ft^PiA0#p^ mm) miz. 

7rrf~£ 0 \z. 4 H c P Wf& 3 B#|BJ-t? ^ Ciii Lfco 

(6) 5W/V%DNA-Na (^5t#tt~^-n §!i) TMgf&f^HC 1 ^r^P 
20 X.T p H£r 4 . 0, 5. 0, 5. 5, 6. 0|:iiLfct)(7)^ MNaOH?: 

*Px.TpH^7. O^I^Lfc Or— b? V\ZT, 120°CT3B#^ 

AP^»^>Ji?f c P^4 HC P &f%Ml- (4) JdfES<£>#?£T»$J 

25 %%%:£M3\C7jk~t 0 t*i?*)@3lipHi: 4HCP^ft(OK^Sr^-t"ig-e*) 

«9, «ttlj:4HCP^l (mM) , p H£^-T 0 0|^ti?4HCP 

5fefiJcfttt, P H 5 ftafiSr bf— ^ i^i#flP L*l 0 

(7) 5W/V% DNA-Na (ft^t^fPR) 7Kf&Mt-%HC 1 £AP 



WO 00/48586 PCT/JP00/00787 

26 

pH£:5. 5^m&&, t-h^'n^^HT, 50, 60, 70, 80, 
9 0, 1 0 0, 1 1 O&Xf 1 2 Ott* 3 tttfffllm&MMt: bfc Q 
APMS^iYit^+BH P L C&tiT^tff Lifc 0 5>*f*#tiWTO £*3 «9 T 

; YMC pack OD S — AM (04. 6mmx25cm, YMC 

^ibfB ; 3 %Tir h V 0 . 8ml /m i n 

^ffi ; 2 1 0 nm 

2 5^W^H5 4GCPM3 3^li»tH$HS 4 ACP©t°- * ffiS& 

^m^E!4S.tJ ? l§15(c:^-r o ^tet>%m4\1ctoffifcMb 4 acpM« 

Sr^-t-®t?*>«9, ittli4ACP4^t (mM) , ^i&fcfctJRfl&f&g (°C) ^i~ 0 
EI 5 4GCP^i©Hi^tHt-fc!), i«Hi4GCPM 

(mM) , 4H*ttfiADi&a^ CO ^r^-To 

HI 4 , H 5 fd7jH-<£ b \Z. 4 A C P£.tM GCPIi3 B#PM||ftB# 1 0 0 °C «fc <9 

(8) 5W/V% DNA-Na 0He3£H±:^n®D TMgf&i^HC 1 £j)P 
pH£r5. S\Z.mWks 3— b?^— 1 2 0°CtO, 1, 3, 5 

xt* 9 mmjmi&tnm& ufc Q 

WJ&IftOJ:?S c P©4ACPSU ; 4GCP©M^ ###J 1 - (7) (dffi 

^m^(H 6S.T^Hi 7 t^1~ 0 -r^t5^m 6 f±inf|&B#ffl £ 4ACP4fiicM# 
£r^-t-0-Cfc»9 , ^$Afi4ACP^4 (mM) , lHW^nif&H^ (B#M) 
-To ®7ti*Pf|ftH#Wi:4GCP^S©||^^i-@Tfc«9, i^*Blte4 GCP£ 

(mM) , a$4«*PflftB#F^ (mm) *m-f 0 

El 6, HI 7i^-TJ: 5i-4 ACPTOGCPli, *i-3B#^T*t°— ^i'itb, 
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(9) 5W/V% DNA-Na (tt^tt-f-nl) TK^Hf HC 1 IrjJD 
z_X p H<£r 4 . 0, 5. 0 N 5. 5 X 6. 0 KHQjg Lfc It/fNaOH?: 
^IP^TpH^7. OiuiSLfct©^, t-f^U-^T, 1 2 0°CT-3B#r H 1 

iniM©ill [ f ] ©4 ACPM4Gcpoi^, (7) Kia 

*£*&I2 8X1*13 9 i-^-Tc 8 lip H t 4 AC P4^i<7)i#^^ 

-f-®T?*>«3, mm*4 ACP±f&M (mM) % ^$ft{*pH^^-T 0 Ei9}ipH^ 
4GCP«fi(7)^^-ri3T*fc l 9, WJ4GCP4^I (mM) , 

0 8, @9H*tJ:9lI4ACP&U { 4GCPH:, *tp H5#iS^t°-^i' 

(10) 0. 1M 2-^^-0-';^ (i/f^ttM) 1 
2 1°Ct?0. 5, 1, 2, 4, 1 5M0i*aiLfc„ 

*7A; YMCp a c k O D S — AM (04. 6mmx25cm, YMC 

*±M) 

B:0. 1%TFA80 %Ti? b ~ MJ ^?K^f& 
flftiif ; 0 . 8ml /m i n 

^tB ;#S)J1A (5^1) -*^Sj®A^^B^oE^^iE (2 0^1 

) ^&mmB 

$?tB ; 2 1 5 nm 

&3k%m i o i^-r 0 -ttefr-hm 1 o isaps&isfihj 1 4 , 5 - *j t Kn*->- 2 
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2 •^7 L ^— As&jSLm. (mM) , ffim\-ZMm$W\ (HSIffl) Sr^o HI 1 0 \Z.?n 

7 s> MS*£^L-M« (AT CC CCL-1. 2 ) £r 0 . 5%tfV"^h^ 
(3rV=if±®D £^tfMl 9 9i#i& (^^^lif) T-l. 0X1 O 5 ^ 
/m 1 |:»L24^l'-M:iin 1 i* o£ # MSlftJCt^ Lfc 0 2 BfTO# 

CP (T/>H"y^^ttK) mmmi2. 5^M) , ^nt^^/l^v^T^^ 
»IS3. 1 — 9. 4//M) ML, 2 4 8fP P fji##Lfc 0 

(NGF Emax Immuno Assay System: Zfu^^±M) i^Xmfe^fco is? r* 

-<lyy-J^^ 4HCP, t°^^^ n^yr7 yttitft#Wi-L-M 



1 ^ o^yry ^r«tS#^SH^0^^^ 







MS. (n g/m 1 ) 


0 


0. 


5 7 0 


l 


o . 


7 0 0 


2. 5 


o . 


7 4 0 


5 


o . 


8 7 0 


7 . 5 


o . 


9 0 0 


1 0 


l . 


0 8 0 


12.5 


l . 


3 4 0 


1 5 


l . 


5 5 0 


17. 5 


2 . 


15 0 


2 0 


1 . 


9 0 0 


2 5 


1 . 


5 4 0 
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m2 4Hcpia sffi&fcBB^Managa 



4HCPiS (uM) 




n g / m I ) 


0 


0. 13 8 




12.5 


0. 3 2 7 














(n g/m 1 ) 


(liM) 






0 


0. 13 2 




3 . 1 


0 . 16 4 




6. 3 


0. 2 5 9 




9 . 4 


0. 2 5 7 









3mm 


m 
6 mm 


mmm 

1 2B#I 


2 4 mm 


4 8 mm 


mm 

(|iM) 




m 




IS (ng 


/m 1 ) 




0 
15 

17.5 
20 


0. 000 
0. 000 
0. 000 
0. 000 


0. 028 
0. 050 
0. 054 
0. 082 


0. 233 
0. 359 
0. 205 
0. 179 


0. 575 
0. 686 
0. 635 
0. 581 


0. 658 

1. 186 
1. 535 
1. 681 


0. 736 
1.236 
1.492 

1. 874 













m&ffl 2 

1 X 1 0 5 c e 1 1 s/m 1 kti:Z>£5\Z-l 0%4«£lfa.?f teSAslZDMEm 

t& UMUr^ 4 yfiJ—QM) lz.mMVfz.MRC- 5%®m (cclui, 

*mrn$m) s o o n i & 4 s-KcDmrnrnmy^— m-ah, 3 7°c % 5%co 

f^fc^PU $ bit. 2 4B#p H i Ji#*L7tt£. i§ife?:lHlJ|XL, Quantikine 
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Human Hepatocyte Growth Factor (HGF) EL ISA Kit (7^"=i isfcM) SrfflV^T, 

10 0%HTSLfc o ^JJ'TJ -f^ls b&— ;WHGF(D41t}i, 7. 

2 n g/m 1 -efeofeo ±IB©^tt, *ft^;h4M&»£2^ ^o^^tV^ 
5 ii, 20, 40, 1 60//M, GMte, 20, 40, 80, 160/xM v^P 

t^^A-^ n^s^y 3 2, 6 4 /iM(:*5 «t 5 f-^PLfc 0 ^#7V 

IT, ^p^^^v^E,^:, 0. 01, 0. 1, 1, 1 0/iM(^5 

io ^©gi, o^yf y yTO©ifMaLfcM^t, mm* 

r tb* T?H G F <Z>*B3fti& s «fcK: $ tbTU ^ -5 ^ ^ ^ >- v 5 ^ «fc 9 iftlV^HG F 



5 







£ (aim) 


HGF<7>^ 




m 


(%) 




0 
2 0 
4 0 

16 0 






10 0 
14 4 
2 18 
2 3 8 






^6 




m (/im) 




HGFO^ 




m 


(%) 




0 
2 0 
4 0 

8 0 
16 0 






10 0 
15 4 
17 9 

2 4 3 

3 19 







20 
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7 





HG F <T)%L 




()»M) 






0 


1 


0 0 


3 2 


1 


2 0 


6 4 


1 


4 4 



H«J 3 

(1) t flr4M±S»tl)5Hs 6 8» (ATCC CRL-1 
5 6 3 5) ^1 0%*->II&JfclftLjt (FBS : ^^=i B R LttSS!) Sr^tfD-MEM 

$3) T*«^ 3X10 m/m 1 i: ft 5 «fc 9 -hia^«&l^lffi» U 9 6 >XW * 

10 j^^it^^fafP^^ofeB^T-i^ife^^T, 4 0, 1 0 0 XY± 2 0 0 n M<D 4 

HC P5r£Wt"5*&tfi5:*n*.£:o 9 e^KO^^A^-^SrlRoT, 24W 
o^B#6<]{Ci#*±?f SriaiU U Hs6 8«{:i*5tt5 t hJl/xV ^filliSIH^ 
-1 (h-IGF-1) i4*»i:»t54 HCP^f5:h- I GF- 1 OE 
LISA-Ki t (y^Tf; -y# * -s^T-J* f±M) Srffl^T 

15 ai^Lfco : t<Dt£?k$:&.S {ci^L/c 0 



8 









mm 


mm 




4HC P 


2 4 




4 8 B^fRB 


7 2 mm 


9 6 mm 








h- I GF- 1 






(liM) 






( n g 


/m 1 ) 




0 




0 


0 


0 


0 


4 0 




0 


0 


0 


0 


10 0 


3 


9. 9 


10.0 


9. 6 


4. 4 


2 0 0 


3 


7. 9 


10.4 


9. 9 


4. 2 
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L/ci§£idW:, h - 1 gf m±m&i£&n 2 a g \z.^x ttev. ^n^hm 

(2) Hs 6 8«&1 0 % ^ilM?rt?> D -ME Miti^t , 5%C 

5 o 2 #&r, 3 7°cx*igmm^mztez>iz-x:mm^, hy^>y-EDTAi 

?^-e«^3 x l O s f@/m 1 J; 5l--hi2i#i&i-^U 9 6^W^n 

^^^(c^P^^ofcBt^T^ili!^!:, 0, 2. 5, 5, 10,Xtt2 
10 4 8H^^^A3^?:loT, 1, 3. 6, 1 2, 24, 4 8ffiT% g 

mmz-mm±.m £nmu Hs68W:^n-^h-iGF-ii4 cas^i 

SO WSV^P^yf/ yXliGM^f5:h - I GF-1C0EL I SA- 
K i t £rffl^TiiJ£L7Co 
=t<D^^ H s 6 8jHWiaK*3VvC. 1 0 ~ 2 0 /z M©GM?:^!)B Lfci^i, 
15 ^Pf^3B#^^e>h- I GF - 1 tfS0££*L, 6B#rBl^(-ttM^n^H^i:it-<, 

|^2{»h- I GF - 1 ^jg^tWio 

ifci o~2 o//M»^o^yTyyMDLfc*^tt, ms\w\#mfrb 

6 H#fffllOW*-C\ h - I G F - 1 bfriiio 

20 (3) Hs 6 8«^1 0%^^MM?:^tfD-MEMfft^t, 5%C 

02#^T, 3 7°CT^#^{C1^(31^^*T^#L, hy^y-EDTA^ 
*rC*Wia«r 3 x 1 O'HB/m 1 5 t£±lBJ&i&WB$» U 9 6^-r>f * n 
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